Tendons attach muscles to bone and thereby transmit tensile forces during joint movement. However, a detailed understanding of the mechanisms that establish the mechanical properties of tendon has remained elusive because of the practical difficulties of studying tissue mechanics in vivo. Here we have performed a study of tendon-like constructs made by culturing embryonic tendon cells in fixed-length fibrin gels. The constructs display mechanical properties (toe-linear-fail stress-strain curve, stiffness, ultimate tensile strength, and failure strain) as well as collagen fibril volume fraction and extracellular matrix (ECM)/cell ratio that are statistically similar to those of embryonic chick metatarsal tendons. The development of mechanical properties during time in culture was abolished when the constructs were treated separately with Triton X-100 (to solubilise membranes), cytochalasin (to disassemble the actin cytoskeleton) and blebbistatin (a small molecule inhibitor of non-muscle myosin II). Importantly, these treatments had no effect on the mechanical properties of the constructs that existed prior to treatment. Live-cell imaging and 14 C-proline metabolic labeling showed that blebbistatin inhibited the contraction of the constructs without affecting cell viability, procollagen synthesis, or conversion of procollagen to collagen. In conclusion, the mechanical properties per se of the tendon constructs are attributable to the ECM generated by the cells but the improvement of mechanical properties during time in culture was dependent on non-muscle myosin II-derived forces.
Introduction
The ability of tendons to transmit tensile forces is acquired during embryonic development in preparation for ambulatory movement at birth, especially in birds, reptiles and some mammals. However, the mechanisms that establish the mechanical properties of tendon during embryogenesis have been difficult to determine because of impracticalities of studying cell biomechanics in vivo. In a previous study we showed that day 13 embryonic chick metatarsal tendon (ECMT) cells synthesize a tendon-like construct when cultured in fixed-length fibrin gels (Kapacee et al., 2008) . A motivation for our present study was to evaluate the mechanical properties of the constructs, and then, if appropriate, to begin to ask questions about the contributions of cells and ECM to the mechanical properties of the constructs. In particular, we wanted to know if the force-generating machinery of the cell (the actinomyosin system) is important in establishing and/or maintaining the mechanical properties of the tissue.
Tendons comprise a dense extracellular matrix (ECM) of predominately collagen fibrils arranged in parallel bundles along the tissue. The fibrils are the primary tensile element in vertebrate tissues, are indeterminate in length, range in diameter from~12 to~500 nm (depending on tissue and stage of development) (Parry et al., 1978) , and can fuse (tip to shaft) to generate Y-shaped branched fibrils in tendon (Starborg et al., 2009) . During tendinogenesis the collagen fibrils are deposited into cell-surface channels that are contiguous from one cell to another Trelstad, 1985, 1986; Richardson et al., 2007) . The cells exhibit fibripositors, which are actin-rich plasma membrane protrusions that contain the narrow collagen fibrils (Canty et al., 2004; Canty et al., 2006) . Furthermore, as tendon development proceeds, the volume fraction of collagen increases until in postnatal tissue the collagen fibrils are interspersed with relatively few tendon cells (tenocytes) (McBride et al., 1985 (McBride et al., , 1988 .
However, the ability of the cells to synthesize collagen fibrils does not fully account for the tensile and viscoelastic properties of tendon. Chemical evidence suggests that trivalent intermolecular crosslinks stabilize the fibrillar structure of collagen and thereby stiffen the tendon (Bank et al., 1999; Ng et al., 1996) . Other studies have shown that stiffness and Young's modulus increase during tendon ageing (O'Brien et al., 2010) , but the molecular origin for the development of stiffness is unclear. Studies of genetically defective mice have suggested that decorin (a small leucine rich proteoglycan that locates to the surfaces of collagen fibrils) contributes to tendon viscoelasticity (Robinson et al., 2004) whilst another study suggests that the glycosaminoglycan side chains of small leucine rich proteoglycans (such as decorin) do not mediate either dynamic elastic behaviour or viscoelastic properties of tendon (Fessel and Snedeker, 2009) . Still further studies have demonstrated integrins interacting with collagen (for a review of integrin function see Askari et al. (2009) and Humphries et al. (2006) ) but their contribution to the mechanical properties of tendon is unclear. It seems likely, therefore, that several cellular and ECM factors work in unison to establish the tensile and viscoelastic properties of tissues, such as tendon. However, identifying the different contributory factors is complicated by the difficulty of perturbing the activities of molecules in vivo and because ex vivo tissues degenerate (Egerbacher et al., 2008) as cells release catabolic enzymes and degrade the ECM (Lavagnino and Arnoczky, 2005) .
The tendon constructs used in this study were prepared as previously described using fibrin as the provisional matrix (Kapacee et al., 2008) . Fibrin has been used to culture a variety of cells including muscle cells (Huang et al., 2005 (Huang et al., , 2006 (Huang et al., , 2007 and fibroblasts (Harris et al., 1984; Steinberg et al., 1980; Tuan and Grinnell, 1989) . Collagen has also been used with success to study the migration and force-generating abilities of fibroblasts (see Grinnell and Petroll (2010) , Marquez et al. (2006) , Wakatsuki and Elson (2003) , Wille et al. (2006) and references therein). Whilst much is known about the mechanical properties of contractile fibroblasts, it remains controversial how pulling forces exerted by cells contribute to the assembly of a collagen matrix and establish the mechanical properties of the matrix. We chose not to use collagen as the provisional matrix because the presence of pre-existing fibrils would complicate interpretation of our results on the ultrastructure of the collagen fibrils synthesized by the cells. The fact that the provisional matrix was fibrin (lacking any pre-existing collagen) meant that the ultrastructural and biomechanical properties were the direct result of the de novo matrix assembled by the cells and not of matrix resulting from remodeling of pre-existing collagen. We used the tendon constructs to test the hypothesis that the actinomyosin machinery has a role in establishing the mechanical properties of newly-synthesized collagen fibril matrix. Non-muscle myosin II (NMMII) is an adenosine triphosphate-driven molecular motor, which through the interaction with the actin cytoskeleton, forms part of the force-generating machinery for most non-muscle cells (Jay et al., 1995) . Blebbistatin is a small molecule inhibitor (Limouze et al., 2004 ) that shows high affinity and selectivity toward NMMII adenosine triphosphatase activity with minimal effects on other types of myosin (Allingham et al., 2005) . The results showed that inhibition of NMMII by blebbistatin stops the development of mechanical properties but does not change the existing mechanical properties of the tendon constructs.
Results

Reproducible production of tendon constructs
Three hundred tendon constructs were made from 13-day ECMT cells of which 285 formed successfully. Fifteen constructs formed a loose gel between the pins and were discarded. Tendon constructs (10 mm in length) maintained a mean diameter of 0.93 ± 0.02 mm corresponding to a mean transverse area of 0.68 ± 0.03 mm 2 over the first 7 days in culture.
Tendon constructs develop near-identical mechanical properties to embryonic chick metatarsal tendon
Tendon constructs failed in their mid-substance during tensile testing (Fig. 1) . Stress-strain curves exhibited the 3 regions characteristic of ECMT, i.e. toe-heel, linear and failure regions (Fig. 2) . The toe-heel region is thought to originate from straightening of crimped collagen fibrils, which were previously shown by plane polarized light microscopy to occur in the tendon constructs (Kapacee et al., 2008) . The curves enabled calculation of mechanical parameters including ultimate tensile stress (UTS), elastic modulus and failure strain. For comparison, the UTS, elastic modulus and failure strain of 13-day ECMT were measured.
Ultimate tensile stress (UTS) Measured as the stress at which the constructs failed, this was a direct measure of the strength of the constructs. As shown in Fig. 3A , the constructs increased in UTS during T0 to T10 (10 days after the formation of a construct). During the following few days the UTS decreased to~70% of the maximum value (at T10) and remained constant until at least T42 (the longest time point studied). Importantly, the UTS of older tendon constructs was not significantly different from that of 13-day ECMT. Elastic modulus Measured as the change in stress per unit strain over the linear region of the stress-strain curve, the elastic modulus was a measure of the elastic deformability of the constructs. As shown in Fig. 3B , the constructs increased in elastic modulus from T0 to T10, and remained approximately constant until at least T42. Importantly, the elastic modulus of older tendon constructs was not significantly different from that of 13-day ECMT. Failure strain Measured as the increase in length of the construct as a percentage of original length at the point of failure, this gave an indication of the displacement (e.g. sliding) of structures (e.g. collagen fibrils) within the construct because of deformation. The results showed that T0 constructs exhibited~2-fold greater failure strain than 13-day EMCT, suggesting that in younger constructs there is considerable sliding of tensile components prior to failure. However, the constructs consolidated with time in culture (e.g. during T0 to T42) and the failure strain decreased to a value that was similar to that of 13-day EMCT (Fig. 3C ).
2.3. Tendon constructs develop a collagen fibril-based matrix similar to chick embryonic tendon
Next, we wanted to know if the changes in mechanical properties of the constructs during time in culture were related to changes in the diameter or packing of the collagen fibrils. Therefore we examined transmission electron micrographs of transverse sections of tendon constructs at time points matched to the biomechanical tests. The results are summarized in Fig. 4 C   T0 T3  d13  T42  T35  T28  T21  T14  T10  T7   40   35   15   10   5   0   30   20   25   A   T0 T3  d13  T42  T35  T28  T21  T14  T10 Fig. 4 ). The results showed that the changes in mechanical properties of the constructs during time in culture were not fully explained by changes in collagen fibril diameter or FVF.
2.4. Tendon-construct cell number increases to a maximum 2 days prior to maximum contraction and then decreases to a steady value at T21
To determine the effects of cell volume fraction (CVF) on the mechanical properties of the constructs, we counted the cells and measured the CVF and the volume of the construct during time in culture. As a first approach we released live cells from the constructs by protease digestion. As shown in Fig. 5A , the cell number increased from 750,000 at the time of seeding the cultures to~5 × 10 6 at 2 days prior to 100% construction (i.e. T2). Therefore, the cells amplified~6 fold during 4 days in fibrin. From T0, the number of cells decreased to a steady state value of~1 × 10 6 cells/construct. Further analysis showed that the decrease in cell numbers was the result of decreased cell-cycle rate (Fig. 5A ). To determine the CVF we estimated the volume of cells and the volume of ECM from electron micrographs of the constructs. As shown in Fig. 5 , the number of cells and the crosssectional area of the constructs decreased between T0 and T7-to-T10, and then remained approximately constant until T42. The decrease in cellularity without loss of ECM presumably explained, in part, the consolidation in mechanical properties shown in Fig. 3 . We noted that the collagen fibrils in T42 constructs were circular in cross-section and without signs of proteolytic degradation (see Fig. 4 ).
Viable cells are required for the development of strength and stiffness in tendon constructs
We wanted to know if the improvements in mechanical properties observed between T0 and T10 (see Fig. 3 ) were the result of cellular activity or changes in the ECM. Therefore tendon constructs were treated with Triton X-100 at T0 and left in culture for up to 7 days. Propridium iodide staining for light microscopy and, separately, electron microscopy analysis showed that treatment with Triton X-100 had removed the plasma membranes, as expected (data not shown). Tensile testing 1 h post-treatment and 7-days post-treatment with Triton demonstrated no change in mechanical strength or stiffness, in contrast to constructs that had not been treated with Triton X-100 (Fig. 6 ).
Cells in tendon constructs express non-muscle myosins
PCR showed that the cells in the tendon constructs contained transcripts from MYH9 and MYH10, which encode the non-muscle myosin heavy chain proteins NMMHC-IIA and -IIB, respectively (Vicente-Manzanares et al., 2009) (Fig. 7A ). An anti-NMMHC-IIA antibody was not available but western blot analysis showed the presence of NMMHC-IIB (Fig. 7B ). Real-time PCR showed that the expression levels of MYH9 and 10 were highest in cells in monolayer than in constructs, presumably because the cells were under greater tension on tissue culture plastic than in constructs. However, transcript levels in constructs were maximal at T7 and were readily detectable for at least 21 days post-contraction. Analysis of col1a1 (the gene encoding the α1(I) chain of type I collagen) showed that the levels of expression were significantly higher in cells in constructs (up to at least T21) than in cells cultured on tissue culture plastic.
An active actinomyosin complex is needed to generate the mechanical properties of tendon constructs
Addition of cytochalasin or blebbistatin to the culture medium of 13-day ECMT cells in culture resulted in rounding up of the cells and persistent plasma membrane protrusions, respectively, as expected (data not shown). As shown in Fig. 8 , addition of blebbistatin or cytochalasin to T0 constructs for 2 h had no significant effects on the UTS or elastic modulus of the constructs. Therefore, disruption of the actin cytoskeleton or the actinomyosin system had no effect on the mechanical properties of T0 constructs. However, a longer incubation with blebbistatin or cytochalasin (24 h) resulted in failed improvement of mechanical properties during a further 2 days in culture. As shown in Fig. 9 , blebbistatin and cytochalasin inhibited the increases in UTS and elastic modulus during time in culture. Taken together, these results suggested that forces generated by the actinomyosin machinery contribute to the improvement of mechanical strength of the construct but not to the maintenance of mechanical properties.
Blebbistatin inhibits the cells' ability to contract the tendon construct
Examination of the constructs at T3 with calcein-AM stain demonstrated live cells in the constructs (Fig. 10) . Furthermore, metabolic labeling with 14 C-proline showed that blebbistatin did not noticeably affect the ability of the cells to secrete procollagen and to convert the procollagen to collagen (Fig. 11) . Previous studies had shown that cytochalasin disrupts the actin cytoskeleton without significantly affecting the secretion of procollagen or the conversion of procollagen to collagen by 13-day ECMT cells (Canty et al., 2006) . The presence of bands corresponding to pCα1(I) and α1(I) chains showed that procollagen was selectively processed by the procollagen N-and C-proteinases (Canty and Kadler, 2005) . In the next series of experiments we used live-cell phase contrast microscopy to obtain new insights into how blebbistatin inhibited the improvement of mechanical properties in the tendon constructs. Fig. 12 shows still images from movies (see Supplementary Files) of the edges of constructs that are actively being contracted by cells. The data show that the edges of the construct move inwards as the construct changes shape from a 3D disc of fibrin to a cylindrical construct containing collagen fibrils in parallel register. Tracking of individual cells shows that the cells move in unison during contraction of the construct and do not change position relative to each other. Movies recorded from constructs treated with cytochalasin and blebbistatin show no contraction.
Discussion
The results presented here show that the tendon constructs assembled a fibrous matrix with mechanical properties similar to native embryonic tendons. Furthermore, constructs exhibited key aspects of tendon development: (i) a gradual decrease in cell/ECM volume ratio with time in culture to produce a CVF of~0.3, (ii) the toe-linear-fail stress-strain curve typical of tendon, and (iii) collagen fibril diameters and FVF similar to those that occur in 13-day ECMT. Our ability to culture the tendon constructs with a viable cell population for up to 42 days permitted an initial study of the molecular mechanisms that generate the mechanical properties of the tendon-like matrix.
Previous studies have shown that the CVF in ECMT falls from 65% at day 10 to 47% at day 14 and to 36% at day 17, concomitant with a progressive increase in strength (ultimate tensile stress) and stiffness (modulus) (McBride et al., 1985 (McBride et al., , 1988 . We showed here that the CVF of embryonic tendon constructs fell from 51% at T0 to 37% at T7 and 32% at T21 and stayed constant until T42. At the same time mechanical properties improved from T0 to T10 and stayed statistically the same until T42. As shown in Fig. 3 , there was no significant drop in ultimate tensile strength and elastic modulus between T10 and T42. Furthermore, the mechanical properties at T42 were not significantly different from those of E13 chick metatarsal tendons. The mechanical measurement data collected at T21 appeared to stand out from the other measurements. However, the ultimate tensile strength and elastic modulus increased during T21 to T42. Furthermore, 14 Cmetabolic labeling and real-time PCR for col1a1 showed that there was active procollagen synthesis in T21 constructs. Analysis of cell number in the constructs (by EM and cell counting) showed that the number of cells decreased during T2 to T14 and remained constant to T42 (as shown in Fig. 5 ). Reduced cell number was most likely the result of a decreased number of cells in S-phase. Taken together, our results and those of McBride and co-workers suggest that the increase in mechanical properties of embryonic tendon is the result of increased ECM/cell ratio (with additional contributions in vivo from progressive increase in fibril diameter and FVF as development proceeds) and the result of cell-derived forces exerted by the actinomyosin system on the ECM. It is likely that cyclical forces in vivo contribute to increased mechanical properties in native tendons. For example, Deng and co-workers report that static strain force provided by a U-shape spring over nine weeks increased collagen fibril diameter and mechanical strength of polyglycolic acid scaffolds seeded with adult fibroblasts (Deng et al., 2009 ). An interesting observation was the increase in cell number during the initial formation of the tendon construct (i.e. from seeding the cells in fibrin (T-7) to T0) followed by a decrease in cell number as the ECM/cell ratio approximated that that occurs in vivo. FACS analysis showed that cells in fibrin actively divide (as shown by increased cell numbers and a higher proportion of cells in S-phase) at the time of active fibrinolysis and active collagen fibril assembly. Elastic modulus increased during T0 to T10 and then remained constant during the following 32 days in culture, and, was statistically indistinguishable from that recorded from 13-day chick embryonic tendons.
Constructs formed from adult fibroblasts (Calve et al., 2004) or bone marrow stromal cells (Hairfield-Stein et al., 2007) have similar mechanical and ultrastructural properties to the constructs prepared from 13-day ECMT cells (e.g. modulus of 15-17 MPa, UTS of~2 MPa and relatively narrow-diameter collagen fibrils). Although adult cells can form embryonic-like tissue in vitro, the contraction process takes much longer than with embryonic tendon cells (three months versus 7 days), and with a lower success rate (~60% versus N95%) (Calve et al., 2004) . Furthermore, cells from adult patellar tendon cultured in the same 3D fibrin system used here produce fibrils of~35 nm diameter (Bayer et al., 2010 ). It appears, therefore, that collagen fibril diameters are determined by the culture conditions and not by the species or developmental stage of the tendon cells.
This study used cells seeded in fibrin gels to ensure that ultrastructural and biomechanical measurements we made were of the de novo matrix assembled by the cells and not of matrix resulting from remodeled existing collagen. However, both free-floating and restrained collagen gels have previously been used to investigate the mechanisms of matrix contraction by fibroblasts (Abe et al., 2003; Grinnell, 2000) . In floating gels in which cells are in a low cell-matrix tension state lysophosphatidic acid (LPA) stimulated contraction through a myosin II-independent pathway involving p21-activating kinase (PAK1) (Rhee and Grinnell, 2006; . However, LPA can also stimulate contraction by cells in a high cell-matrix S1 S4 N S1 S4 N S1 S4 N T0 + Blebbistatin tension state in restrained collagen gels through Rho kinase and myosin II . In the present study tendon constructs of fixed-length were used, and, therefore, it is possible that cell contraction is Rho kinase dependent in a similar mechanism to that seen in a restrained collagen gel. 3D collagen matrices have also been used to investigate collagen fibril flow (translocation) (Miron-Mendoza et al., 2008) , demonstrating that cell forces can actively move and remodel extracellular collagen fibrils. Studies using bioartificial tissue have also allowed investigation of the contribution of the cell to tissue mechanical properties (Marquez et al., 2010) . Fibroblast populated collagen matrices were used because their mechanical behaviour closely resembles natural tissues (Marquez et al., 2010; Wakatsuki et al., 2000) . Correlation between quantitative measurement of the force of cell contraction and changes in matrix stiffness has demonstrated the effect of cell force on matrix remodeling and mechanical properties (Wakatsuki and Elson, 2003) . Wille et al. (2006) described the relative contribution of cell force and matrix force to tissue force generated by cardiac fibroblasts in collagen gels. Treatment with cytochalasin D disabled cellular force generation and showed that both the cell and the matrix contributed to gel contraction, and that their relative contribution changed with stimulation by cyclic stretch. Other studies using bioartificial tissue constructs have shown that tissue stiffness increases with cellular concentration and that this effect was due to increases in both celland matrix-contribution to gel stiffness (Marquez et al., 2006) .
The demonstration that the mechanical properties of the tendon constructs are established during 7 days in culture and are then comparable to those of 13-day ECMT, allowed us to investigate the contribution of the actinomyosin system to the mechanical properties of the constructs. Real-time PCR showed the expression of MYH9 and 10, and western blot analysis showed the presence of NMMHC-IIB. Therefore, in subsequent experiments we used blebbistatin to inhibit the action of NMMII motors and cytochalasin to disassemble the actin cytoskeleton. We showed that these small compounds had no effect on the pre-established mechanical properties of the constructs per se. In contrast, treatment with blebbistatin and cytochalasin completely abolished the ability of the cells to improve the mechanical properties of the constructs with time in culture. Live-cell imaging with calcein-AM and 14 C-proline metabolic labeling showed that the cells were viable in the presence of blebbistatin and that the cells synthesized procollagen and converted the procollagen to collagen. Therefore, the halt in improvement of mechanical properties in the presence of blebbistatin was not the result of decreased collagen synthesis or of decreased cell viability. Also, the active production of procollagen and the ultrastructure of the collagen fibrils by electron microscopy suggested that the constructs were not degrading or deteriorating with extended time in culture. In the next series of experiments we used live-cell phase contrast light microscopy to observe the cells during the formation of the constructs. The movies showed that the constructs form by contraction of the edge of the construct without overt cellular migration, and that the cells remained in the same relative position to each other. Presumably, the formation of the constructs and concomitant improvement in mechanical properties was the result of cells pulling on each other and/or on the ECM that surrounds them. In the presence of blebbistatin (or cytochalasin) the cells did not contract the gel. Close inspection of the movies showed that the cells were static. The inability of the cells to (i) contract the constructs and (ii) improve the mechanical properties of the constructs, in the presence of blebbistatin, shows that non-muscle myosin II-derived forces acting on the newly-synthesized matrix of narrow-diameter collagen fibrils are important for establishing the constructs and improving mechanical properties.
In conclusion, we have successfully generated a biomaterial (a bioartificial tendon construct) that has the biomechanical and ultrastructural features of embryonic tendon in that they comprise narrow-diameter collagen fibrils that are close packed, parallel to the long axis, and included within fibripositors that are seen in embryonic tendon. Analysis of cellular and mechanical properties suggests that 13-day ECMT cells have the potential to regulate the biomechanical properties of the ECM and the ECM/cell ratio ex vivo. The actinomyosin system is needed to generate the mechanical properties of the tendon construct but once established, the ECM maintains the mechanical properties in the absence of cellular activity. Tendon is required to be a taut tissue, with highly organized parallel arrays of collagen fibrils, for it to function mechanically. Presumably NMMII-mediated forces are required either to align the collagen fibrils, stabilize the alignment, or continually monitor the material properties of the pericellular matrix in response to inside-out and outside-in mechanical stimuli. Finally, the tendon constructs formed with fibrin as a provisional matrix provide a new biomaterial for studies of how embryonic tendon cells synthesize an ECM de novo, as well as a starting point from which to explore the molecular and physical mechanisms that generate the mechanical properties of tendon.
Materials and methods
Cell isolation and tendon-construct formation
Tendon constructs were assembled as previously described (Kapacee et al., 2008) . Briefly, day-13 ECMT cells were propagated (not exceeding passage 7) in monolayer in DMEM4 culture medium (Sigma) supplemented with penicillin (100 U/mL), streptomycin (100 μg/mL; Lonza), l-glutamine (2 mM; Lonza), and fetal calf serum (10%; Sigma) until sufficient numbers of cells were available to form constructs. Cells were removed from tissue culture flasks using trypsin-EDTA (Lonza). Each well of a six well plate was lined with 2 mL of Sylgard (type 184 silicone elastomer, Dow Chemical, Midland, MI, USA) and incubated at 55°C for 15 h to set. Two 0.1 mm minutien pins (Austerlitz, Czech Republic) were each put through one 0.25 cm length of suture (Ethicon) and inserted with a 1 cm gap in the Sylgard. Plates were sterilised by immersion for 1 h in 100% ethanol under UV light. 6.15 × 10 5 cells were suspended in 400 μL of complete medium plus 83 μL of 20 mg/mL fibrinogen and 10 μL of 200 U/mL thrombin (both bovine; Sigma, St. Louis, MO, USA), deposited in each well and incubated at 37°C, 5% CO 2 . After a 5-min setting time, cellmatrix layers were 'scored' with a fine pipette tip to prevent adhesion to the side of the well, then incubated with 5 mL culture medium (as above) supplemented with l-ascorbic acid 2-phosphate (200 μM; Lonza). The gel was scored every two days until, at approximately seven days post seeding, it had contracted to form a linear construct between the pinned sutures. The timepoint of 'contraction' was defined as T0.
Mechanical testing
Constructs were removed from culture at contraction (T0) and 3, 7, 10, 14, 21, 28, 35 and 42 days post-contraction (T3, T7, T10, T12, T21,  T28, T35 and T42, respectively). A minimum of ten tendon constructs were tested per time point. Because it was not possible to take histological sections of constructs before mechanical testing (which would damage the tissue) diameters were measured from digital photographs. Construct diameter was then used to calculate transverse area according to the formula πd. This assumed a circular transverse shape, as demonstrated previously from histological sections (Kapacee et al., 2008) and used in mechanical testing of tissue engineered ligament (Hairfield-Stein et al., 2007 ). An average of three diameter measurements was recorded. Tendon constructs were mounted on a supportive frame of coarse (grade 100) sandpaper using super glue (as performed by McBride et al. (1988) (see Fig. 1) ). The mounting frame was clamped in an Instron 4301 mechanical testing machine fitted with a 100 N load cell (Instron Inc., High Wycombe, UK). The clamps were hand-tightened, and samples were excluded from analysis if they slipped during testing. After clamping, the side-pieces of the frame were cut to prevent stretching or damage of the tendon construct. The original contour length (L O ) of tendon constructs was measured from a digital photograph of the mounted construct (see Fig. 1 ). A tare load of 10 mN was applied at the start of the tensile test to fully straighten the tendon construct. The length at failure was determined from the Instron test (giving change in length L Δ ). Tendon constructs were tested to failure with a strain rate of 5 mm per minute (equivalent to approximately 1% strain per second). Tensile testing of day-13 ECMT, cut into 1.5 cm lengths, was also performed using this method.
Analysis of output from mechanical tests
Instron series XI software produced a force extension curve from which it was possible to calculate ultimate tensile stress (UTS; MPa; calculated from: maximum force (N) / transverse area (m 2 )), and failure strain (change in length at failure/original length). Elastic modulus (E; MPa) was calculated as the gradient of the linear portion of the stress-strain curve.
Electron microscopy 4.4.1. Tissue fixation and embedding
For ultrastructural analysis a minimum of 2 constructs were examined for each time point (4 samples at T0 and T7 and 3 at T14). Constructs were immersed in primary fixative (100 mM sodium phosphate buffer (pH 7.0) containing 2% glutaraldehyde (Agar Scientific)) for 30 min at room temperature, then cut up into three smaller pieces and placed in fresh primary fixative for 2 h at 4°C. Samples were transferred to secondary fixative (50 mM sodium phosphate buffer (pH 6.2) containing 2% glutaraldehyde and 1% osmium tetroxide (Agar Scientific)) for 40 min at 4°C before being thoroughly washed with distilled water and en bloc stained in 1% aqueous uranyl acetate for 16 h at 4°C. Constructs were dehydrated in graded acetone (30%, 50%, 70%, and 90%) followed by four changes of 100% acetone for 10 min each at room temperature. Samples were treated with propylene oxide for 10 min at room temperature then infiltrated with a mixture of TAAB low viscosity resin (medium hardness; Agar Scientific) and propylene oxide. Samples were put into 50% resin on a rotator overnight at room temperature. The sample was then incubated in 70%, 90% and three changes of 100% resin, each for 1 h at room temperature. Samples were put in resin moulds for polymerization at 60°C for 24 h.
Sectioning and staining
Ultra-thin sections were taken on a Reichert-Jung Ultracut (Leica Microsystems, UK) ultramicrotome using a diamond knife (Druker International, NL). Sections were stained with 2% uranyl acetate in 70% ethanol for 20 min then washed in distilled water. Sections were counter stained in 0.3% lead citrate in 0.1 M NaOH for 5 min and washed in distilled water.
Micrograph capture, sampling technique and ultrastructural measurements
Sections were examined using an FEI Tecnai 12 Twin Transmission Electron Microscope (TEM). Images were captured using a 2 k × 2 k cooled CCD camera (F214A, Tietz Video and Image Processing Systems, Gauting, Germany). For each sample a minimum of three different sections were reviewed. A thorough sampling of each section was performed. Three different magnifications were used: 2100× for cell volume fraction (giving a large-area survey), 6800× for fibril volume fraction and 11,000× for fibril diameter. The sampling procedure generated 20 images of each section at 2100×, 40 views per section at 6800× and 60 views per section at 11,000×. This sampling method enabled representative EM quantification of the collagenous matrix.
Magnification calibration was performed for each magnification using a diffraction-grating replica grid (2160 lines/mm, Agar Scientific, Stansted, UK). All measurements were made using ImageJ software (NIH freeware, http://rsb.info.nih.gov/nih-image). Cell volume fraction was calculated from the proportion of the transverse area occupied by cells (total transverse area / cell area). Fibril volume fraction was calculated from the proportion of transverse area occupied by collagenous fibrils (total transverse area / collagen fibril area).
Cell counts and cell-cycle analysis
Three construct samples per timepoint were used for cell counts and 3 samples for cell-cycle analysis. Cell culture medium was removed from tendon constructs and washed twice in PBS. Tendon constructs were digested in 10 mL 0.25% trypsin (Invitrogen) plus 80 mg bacterial collagenase type IV (210 U/mL; Worthington, USA). Digestion was for 1.5 h at 37°C. Live-cell counts were performed on 10 μL of cell suspension in 40 μL trypan blue solution (Sigma) using a hemocytometer.
For cell-cycle analysis, cells were collected by centrifugation (13,000 × g, 5 min), washed in PBS, and resuspended in 500 μL PBS. The cell suspension was mixed with 5 mL 70% −20°C ethanol and stored at 4°C, if necessary. Prior to fluorescence activated cell sorting (FACS) analysis the cells were collected by centrifugation (13000 ×g, 5 min), washed in PBS and then resuspended in 300 μL propridium iodide solution (38 mM sodium citrate pH 7.4; Sigma), treated with 10 μL RNAse solution (20 mg/mL; Invitrogen) and incubated at 37°C for 30 min. FACS was performed using a CyAn ADP flow cytometry analyser (Beckman Coulter, USA) and processed using Modfit LT software (Verity Software House, USA).
Treatment with Triton solution, cytochalasin and blebbistatin
Ten constructs per group were used at each timepoint. Triton solution was prepared from 0.5% Triton X-100 solution (Sigma) in 40 mL PBS with 2 protease inhibitor tablets (Sigma). Constructs were washed with PBS twice, incubated with Triton solution for 20 min (2 mL per construct), washed with PBS, and incubated with fresh Triton solution for 20 min. Constructs were washed with PBS, and incubated in the culture medium supplemented with FCS (as above) at 37°C and 5% CO 2 . In control samples, constructs were treated similarly but without the addition of Triton to the PBS.
Two experiments were performed with inhibitors of the actinomyosin complex. Newly formed constructs (T0) were incubated for either 2 h or 24 h with either blebbistatin (25 μM, 0.1% v/v dimethylsulfoxide (DMSO); Pfizer, UK) or cytochalasin (10 μM, 0.1% v/v DMSO; Calbiochem, NJ, USA) at 37°C in 5% CO 2 . Two-hour incubation samples were then taken for mechanical testing immediately, and 24-hour samples examined two days later at T3. Control samples were incubated in 0.1% v/v DMSO. Constructs were also examined post-incubation with Calcein-AM (10 μM for 2 h; Sigma) to detect live cells by light microscopy. Images were collected on a Leica TCS SP2 AOBS inverted confocal microscope using a 20× HCX PL Fluotar objective. The confocal settings were pinhole 1 airy unit, scan speed 1000 Hz unidirectional, format 1024 × 1024. Images were collected using the following detection mirror settings: excitation 496 nm (20%) and emission 500-540 nm.
4.7. Molecular biology 4.7.1. Primer sequences
The following primers were used: chicken MYH9 forward primer, ACGCGTACCTCCAGAGAAGA; reverse primer, GGATAGCACAGCTGGAG-GAG; chicken MYH10 forward primer, CTGAGGACAAAACGTGAGCA; reverse primer, GAAGTGAAGGTGTTGCAGCA; chicken Col1a1 forward primer, CAGCCGCTTCACCTACAGC; reverse primer, TTTTGTATT-CAATCACTGTCTTGCC (Martin et al., 2001) ; chicken ribosomal 18s forward primer, GTAACCCGTTGAACCCCATT; reverse primer, CTACTACCGATTGGATGG.
RNA isolation from cultured chick tenocytes
Total RNA was extracted from subconfluent (~80%) cultures of fibroblasts using TRIzol reagent followed by DNase treatment.
RNA isolation from tendon constructs and RT-PCR
Tendon constructs were rinsed briefly in PBS. TRIzol reagent (Invitrogen, Carlsbad, CA) was added and the tissue rapidly frozen in liquid nitrogen prior to disruption using a Mikro-Dismembrator (Sartorius) (twice at 2000 rpm for 90 s). RNAs were extracted from the tissue following the manufacturer's instructions (Invitrogen, Carlsbad, CA) followed by DNase treatment. cDNA was transcribed from 2 μg of RNA with TaqMan reverse transcriptase (RT) polymerase (Applied Biosystems), using an oligo(dT)16 primer. RT-PCR analysis was performed on mRNAs by using 20-mer primers complementary to MYH9, MYH10, col1a1 and ribosomal 18s from the chick. Amplification of the correctly sized products was verified by electrophoresis on a 2% Tris-borate-EDTA gel. The identities of the product were confirmed by DNA sequencing.
Sequencing of RT-PCR fragments
PCR products (5 ng) were sequenced using a BigDye Terminator v3.1 cycle sequencing kit (Applied Biosystems). Samples were placed in a thermal cycler under the following conditions: initial denaturation was performed at 96°C for 1 min, followed by 25 cycles of 96°C for 10 s, 50°C for 5 s, and 60°C for 4 min. Samples were precipitated with ethanol-sodium acetate prior to analysis.
Quantitative PCR
RNA was extracted and cDNA synthesized as described above. A total of 50 ng cDNA was loaded per qPCR well. Quantitative RT-PCR was performed using Chromo4 (BioRad) with SYBR Green (Eurogentec). Output was analysed using Opticon monitor 3 software (BioRad). Results were normalized to ribosomal 18s and four samples were used for each time point (Schmittgen and Livak, 2008) .
Western blot analyses
Total protein was extracted from tendon constructs by incubation in RIPA buffer overnight on a shaker at 4°C. Protein extracts were examined by standard western blot procedures and optimal antibody dilutions determined empirically. Anti-MHY10 antibodies (clone CMII 23) were obtained from Developmental Studies, Hybridoma Bank, University of Iowa.
Collagen 14 C-proline labeling
Continuous labeling experiments were performed at 37°C in DMEM4 containing 1% (vol/vol) PS, 2 mM l-glutamine, 200 μM ascorbate, and 400 μM βAPN, and supplemented with 2.5 μCi/mL of 14 C-proline and 25 μM blebbistatin as required. Labeling was stopped by transferring the tendons to 25 mM EDTA, and 50 mM Tris-HCl, pH 7.5, at 4°C. Tendon constructs subjected to continuous labeling analysis in 1 mL aliquots of the supplemented medium were extracted in 100 μL aliquots of salt extraction buffer (1 M NaCl, 25 mM EDTA, and 50 mM Tris-HCl, pH 7.4) containing protease inhibitors and supplemented as required with 1% NP-40 detergent as previously described (Canty et al., 2004 (Canty et al., , 2006 . Tendon constructs were extracted in four changes of salt extraction buffer: overnight (S1), 6 h (S2), overnight (S3), 6 h (S4), and an overnight in NaCl extraction buffer containing NP-40 (N). Extracts were analysed on 4% precast SDS polyacrylamide gels (Invitrogen) under reducing conditions. The gels were fixed in 10% methanol and 10% acetic acid, dried under vacuum, and exposed to a phosphorimaging plate (Fuji BAS-III or BAS-MS). After overnight exposure the phosphorimaging plates were processed using a phosphorimager (Fuji BAS 2000 or 1800).
Live-cell imaging of constructs
Tendon constructs at T6 were treated with either 0.1% DMSO, 10 μM cytochalasin or 25 μM blebbistatin and imaged using an AS MDW live-cell imaging system (Leica) with a 20×/0.5 HC Plan Fluotar objective. Point visiting was used to allow multiple positions to be imaged within the same time-course and cells were maintained at 37°C and 5% CO 2 . Images were collected every 5 min for 12 h using a Cascade II EM CCD camera for ultra sensitive imaging (Photometrics). Cell tracking was performed using the Particle Analysis manual tracking plugin for ImageJ.
Statistical analysis
Statistical analysis was performed using SPSS version 14. Mechanical data (UTS, modulus and failure strain) and ultrastructural data (fibril diameter, cell volume fraction and fibril volume fraction) were examined using 1-way ANOVA. Quantitative PCR data was examined using the Wilcoxon two group test. Significance was set at the p b 0.05 level. Data are presented as mean ± standard error of the mean unless otherwise stated.
Supplementary materials related to this article can be found online at doi:10.1016/j.matbio.2010.08.009.
